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creting of the monoclonal antibodies in a hybridoma cell culture and isolation of
thy monoclonal antibodies from it or production of the monoclonal antibodies by
injection of the hybridoma cells into animals, and isolation of the monoclonal

antibydies from the body fluid of the animals.

(Amendgd) A monoclonal antibody according to claim 1, with the hybridoma cells

enabled to produce monbclonal human-CD28 specific animal antibodies being available through

g)

h)

to claim 1, which is available through the following:

creation of\a plasmid by means of insertion of human-CD28 cDNA into the pHBAPr-

1-neo vectdr following excision of the Sall-Hindlll fragment and production of
protoplasts fipm Escherichia coli (MC1061) which carry the plasmid,

fusing of the\ protoplasts with mouse A20J and/or L929 tumour cells using
polyethylene glycol,

cultivation of the\transfected cells received in b) above,

screening of the thansfected mouse A20J and/or L.929 cells for the expression of
human CD28 and

CD28,

lection of mouse A20J and/or L929 cells expressing human-

immunization of BA\B/c mice with mouse A20J and/or 1929 cells expressing
human-CD?28,
removal of spleen cells of the mice immunized in this way and fusing the spleen cells
with cells of the cell line X63-Ag 8.653 by means of polyethylene glycol,
selection of the hybridomalgells received in this way with the condition that in the
supernatant of selected hybrdoma cells there are antibodies contained which bind on
human CD28 expressing mouge A20J and/or 1929 cells, and

cultivation/sub-cloning of the §elected hybridoma cells obtained in g) above and

isolating the monoclonal antibodjes.

(Amended) A hybridoma cell for th production of a monoclonal antibody according
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g)

eation of a plasmid by means of insertion of human-CD28 ¢cDNA into the pHBAPr-
vector following excision of the Sall-HindIIl fragment and production of
protoplasts from Escherichia coli (MC1061) which carry the plasmid,

fusing of the protoplasts with mouse A20J and/or L929 tumour cells using
polyethylene 3lycol,

cultivation of th&\transfected cells received in b) above,

screening of the transfected mouse A20J and/or L929 cells for the expression of
human CD28 and selestion of mouse A20J and/or L929 cells expressing human-
CD28,
immunization of BALB/c mice with mouse A20J and/or L929 cells expressing
human-CD28,
removal of spleen cells of the mice fymunized in this way and fusing the spleen cells
with cells of the cell line X63-Ag 8.653\by means of polyethylene glycol, and
selection of the hybridoma cells received M this way with the condition that in the
supernatant of selected hybrdoma cells there a antibodies contained which bind on

human CD28 expressing mouse A20J and/or L9 cells.

13.

(Amended) A monoclonal antibody according to claim 2, enabled to produce

onoclonal human-CD28 specific animal antibodies being available through

creation of a plasmid by means of insertion of human-CD28 cDNA into the pHBAPr-
1-neo vector following excision of the Sall-HindIlI fragment and production of
protoplasts from Escherichia coli ( C1061) which carry the plasmid,

fusing of the protoplasts with mouge A20J and/or L929 tumour cells using
polyethylene glycol,
cultivation of the transfected cells receivey in b) above,

screening of the transfected mouse A20J aRd/or L.929 cells for the expression of
human CD28 and selection of mouse A20J aRd/or L929 cells expressing human-

CD28,

3 Docket No. ALBRE-20



e) immunization of BALB/c mice with mouse A20J and/or 1.929 cells expressing
huyman-CD?28,

) remoyal of spleen cells of the mice immunized in this way and fusing the spleen cells
with cells of the cell line X63-Ag 8.653 by means of polyethylene glycol,

g) selection yf the hybridoma cells received in this way with the condition that in the
supernatant Qf selected hybridoma cells there are antibodies contained which bind
human CD28 &xpressing mouse A20J and/or L.929 cells, and

) h) cultivation/sub-cloning of the selected hybridoma cells obtained in g) above and
é},&(ﬁ isolating of the antibodies therefrom.
g\ 14. (Amended) A hybridomacell for the production of a monoclonal antibody according
to claim 2 which is available through the fyllowing
DZ a) creation of a plasmid by means\of insertion of human-CD28 cDNA into the pHBAPr-

I-neo vector following excision\of the Sall-HindlIIl fragment and production of
protoplasts from Escherichia coli (MC1061) which carrj'/ the plasmid,
b) fusing the protoplasts with mouse A20\and/or L929 tumour cells using polyethylene

glycol,
c) cultivation of the transfected cells received inb) above,
d) screening of the transfected mouse A20J and/ox L929 cells: for the expression of

human CD28 and selection of mouse A20J and/oNL929 cells expressing human-
CD28,
e) immunization of BALB/c mice with mouse A20J an

human-CD28,

r L929 cells expressing

1) removal of spleen cells of the mice immunized in this way and fysing the spleen cells

with cells of the cell line X63-Ag 8.653 using polyethylene glycd|, and

) selection of the hybridoma cells received in this way with the condKjon that in the
supernatant of selected hybrdoma cells there are antibodies contained\which bind

human CD28 expressing mouse A20J and/or L929 cells.
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e)

g)

creatioh of a plasmid by means of insertion of human-CD28 ¢cDNA into the pHBAPr-
I-neo vector following excision of the Sall-HindIll fragment and production of
protoplasts frgmm Escherichia coli (MC1061) which carry the plasmid,

fusing of the prQtoplasts with mouse A20J and/or L929 tumour cells using
polyethylene glycol,
cultivation of the transfected cells received in b) above,

screening of the transfected\mouse A20J and/or 1.929 cells for the expression of
human CD28 and selection of Ypouse A20J and/or 1.929 cells expressing human-
CD28,
immunization of BALB/c mice with

human-CD28,

ouse A20J and/or 1.929 cells expressing

removal of spleen cells of the mice immunized,in this way and fusing the spleen cells
with cells of the cell line X63-Ag 8.653 using pdlyethylene glycol, and

selection of the hybridoma cells received in this way with the condition that in the
supernatant of selected hybrdoma cells there are antibddies contained which bind

human CD28 expressing mouse A20J and/or L929 cells.

to claim 13 which is available through the fol

Y

D%

Yy

24.

a)

b)

(Amended) A hybridoma ceN for the production of a monoclonal antibody according

creation of a plasmid by means of\nsertion of human-CD28 cDNA into the pHBAPr-
1-neo vector following excision of the Sall-HindIIl fragment and production of
protoplasts from Escherichia coli (M§1061) which carry the plasmid,

fusing of the protoplasts with mous®, A20J and/or 1929 tumour cells using
polyethylene glycol,

cultivation of the transfected cells received in b) above,
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d)

g)

screening of the transfected mouse A20J and/or L929 cells for the expression of
human CD28 and sele
CD28,

immunization of BALB/c mi¢e with mouse A20J and/or L929 cells expressing

human-CD28,

ion of mouse A20J and/or 1.929 cells expressing human-

removal of spleen cells of the mice nmunized in this way and fusing the spleen cells

with cells of the cell line X63-Ag 8.633 using polyethylene glycol, and
selection of the hybridoma cells received\n this way with the condition that in the
supernatant of selected hybrdoma cells ther are antibodies contained which bind

human CD28 expressing mouse A20J and/or L9Q9 cells.
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